An alternative hypothesis testing strategy for secondary phenotype data in case-control genetic association studies by Lutz, Sharon M. et al.
 
An alternative hypothesis testing strategy for secondary
phenotype data in case-control genetic association studies
 
 
(Article begins on next page)
The Harvard community has made this article openly available.
Please share how this access benefits you. Your story matters.
Citation Lutz, Sharon M., John E. Hokanson, and Christoph Lange. 2014.
“An alternative hypothesis testing strategy for secondary
phenotype data in case-control genetic association studies.”
Frontiers in Genetics 5 (1): 188. doi:10.3389/fgene.2014.00188.
http://dx.doi.org/10.3389/fgene.2014.00188.
Published Version doi:10.3389/fgene.2014.00188
Accessed February 16, 2015 3:29:09 PM EST
Citable Link http://nrs.harvard.edu/urn-3:HUL.InstRepos:12717408
Terms of Use This article was downloaded from Harvard University's DASH
repository, and is made available under the terms and conditions
applicable to Other Posted Material, as set forth at
http://nrs.harvard.edu/urn-3:HUL.InstRepos:dash.current.terms-
of-use#LAAMETHODS ARTICLE
published: 01 July 2014
doi: 10.3389/fgene.2014.00188
An alternative hypothesis testing strategy for secondary
phenotype data in case-control genetic association studies
Sharon M. Lutz
1*, John E. Hokanson
2 and Christoph Lange
3,4,5,6
1 Department of Biostatistics, University of Colorado, Aurora, CO, USA
2 Department of Epidemiology, University of Colorado, Aurora, CO, USA
3 Department of Biostatistics, Harvard School of Public Health, Boston, MA, USA
4 Channing Laboratory, Harvard Medical School, Boston, MA, USA
5 Institute for Genomic Mathematics, University of Bonn, Bonn, Germany
6 German Center for Neurodegenerative Diseases (DZNE), Bonn, Germany
Edited by:
Nathan Morris, Case Western
Reserve University, USA
Reviewed by:
Qing Lu, Michigan State University,
USA
Geetha Chittoor, University of North
Carolina at Chapel Hill, USA
*Correspondence:
Sharon M. Lutz, Department of
Biostatistics, University of Colorado,
13001 E. 17th Place, B119 Bldg. 500,
W3128, Aurora, CO 80045, USA
e-mail: sharon.lutz@ucdenver.edu
Motivated by the challenges associated with accounting for the ascertainment when
analyzing secondary phenotypes that are correlated with case-control status, Lin and Zeng
have proposed a method that properly reﬂects the case-control sampling (Lin and Zeng,
2009). The Lin and Zeng method has the advantage of accurately estimating effect sizes
for secondary phenotypes that are normally distributed or dichotomous. This method can
be computationally intensive in practice under the null hypothesis when the likelihood
surface that needs to be maximized can be relatively ﬂat. We propose an extension of the
Lin and Zeng method for hypothesis testing that uses proportional odds logistic regression
to circumvent these computational issues. Through simulation studies, we compare the
power and type-1 error rate of our method to standard approaches and Lin and Zeng’s
approach.
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INTRODUCTION
For the analysis of secondary phenotype data collected in a
case-control study, Lin and Zeng have proposed a method that
properly reﬂects the case-control sampling (Lin and Zeng, 2009).
This work is motivated by the challenges associated with account-
ing for the ascertainment when analyzing secondary phenotypes
that are correlated with case-control status. Several methods
have been proposed that accurately estimate the odds ratio of
genetic variants for binary secondary phenotypes associated with
case-control status, but most of these methods do not read-
ily accommodate continuous secondary phenotypes (Greenland,
2003; Kraft, 2007; Richardson et al., 2007; Monsees et al., 2009;
Li et al., 2010; Wang and Shete, 2011a,b; He et al., 2012; Li and
Gail, 2012). While two of these methods use an inverse probabil-
ity weighted (IPW) regression approach that can accommodate
continuous secondary phenotypes, these methods focus on cor-
recting for the bias in the estimator due to the ascertainment
conditions and involve a known disease rate (Richardson et al.,
2007;Monseesetal.,2009).Sincethispaperfocusesonhypothesis
testing versus estimation of disease-association parameters with
an equal number of cases and controls, we do not present these
methods here.
Alternatively, the Lin and Zeng method has the advantage
of accurately estimating effect sizes for secondary phenotypes
that are normally distributed or dichotomous (Lin and Zeng,
2009). Under the null hypothesis when the likelihood surface
that needs to be maximized can be relatively ﬂat, this method
can be computationally intensive in practice. To circumvent these
computational issues, we propose an extension of the Lin and
Zeng method for hypothesis testing that uses proportional odds
logistic regression. Since the approach by Lin and Zeng has the
advantage that effect sizes can also be estimated, we recommend
the following work-ﬂow for the analysis of continuous secondary
phenotypes.
1. TestallSNPswithourapproachusingproportionaloddslogis-
tic regression since the vast majority of SNPs will be under the
null hypothesis.
2. For the signiﬁcant SNPs, apply Lin and Zeng’s method to
obtain parameter estimates and conﬁdence intervals.
This proposed approach circumvents the computational issues
encounteredintheLinandZengapproachunderthenullhypoth-
esis, but utilizes the Lin and Zeng’s method to accurately estimate
effect sizes for signiﬁcant SNPs found in Step 1. Through simula-
tion studies, we compare the power and type-1 error rate of our
method to standard approaches and Lin and Zeng’s approach.
METHODS
When the secondary phenotype is normally distributed, Lin and
Zeng propose an adjusted score test that incorporates genetic
associations with affection status into the test statistic and models
the likelihood function as follows (Lin and Zeng, 2009):
n  
i=1
P(Yi,Xi|Di) =
n  
i=1
 
P(Di = 1|Xi,Yi)P(Yi|Xi)P(Xi)
P(Di = 1)
 Di
 
P(Di = 0|Xi,Yi)P(Yi|Xi)P(Xi)
P(Di = 0)
 1−Di
(1)
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where D denotes the case-control status (1 = case and 0 = con-
trol), Y denotes the secondary phenotype, n denotes the total
number of subjects, and X denotes the genotype of interest.
Lin and Zeng calculate P(Di = 1) =
 
y
 
x
P(Di =
1|x,y)P(y|x)P(x). The probability P(D|X,Y)i sd e ﬁ n e da sa
logistic regression model. They model P(Y|X) as a logistic
regression for dichotomous Y or a linear regression for normally
distributed Y. They maximize the likelihood with respect to P(X)
by the Newton Raphson algorithm. In this framework, likelihood
based statistics (i.e., Wald, score, and likelihood-ratio statistics)
can be used to make inference.
The Lin and Zeng approach requires the secondary phenotype
to be normally distributed and the method can be problem-
atic under the null hypothesis since the likelihood surface that
needs to be maximized can be relatively ﬂat. Since Lin and Zeng’s
method estimates the parameters in the model by maximizing
the likelihood given in Equation (1), the approach is numeri-
cally exhaustive when testing a large number of SNPs where a
majority of the SNPs are under the null hypothesis. This is a
result of the maximization of the likelihood function being dif-
ﬁcult under the null hypothesis, since the surface can be ﬂat due
to the ascertainment condition.
If the primary goal of the secondary phenotype analysis is
hypothesis testing as opposed to estimation of disease-association
parameters, an alternative approach is to use the following likeli-
hoodcomposition,whichultimatelydoesnotrequiremaximizing
a relatively ﬂat likelihood surface. Therefore, for the association
testing of secondary phenotypes in case-control studies, we pro-
pose using a simpler break down of the likelihood that requires
few assumptions.
n  
i=1
P(Yi,Xi|Di) =
n  
i=1
P(Xi|Yi,Di)P(Yi|Di)( 2 )
Under the null hypothesis, X is independent of Y given D and any
confounders. The likelihood ratio test becomes
LRT =− 2ln
⎛
⎜ ⎜ ⎜
⎜
⎝
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1df (3)
As a result, one only needs to model P(X|D)a n dP(X|Y,D). For
anadditivegeneticmodel,i.e.,X = 0,1,2,correspondingtoallele
counts, instead of modeling the likelihood function, one can use
a cumulative logistic regression model with proportional odds
proportional for P(X|D)a n dt h eP(X|Y,D) such that
logit[P(X ≤ j|Y,D)]=α1j + δ1YY + δ1DD
logit[P(X ≤ j|D)]=α0j + δ0DD
(4)
for j = 0,1. To control for any known confounders, these covari-
ates can be added to Equation (4). This model assumes the same
effect for different cumulative logits (Agresti, 2002). If assump-
tions are not met then we recommend a link function for which
the response curve is non-symmetric or adding a dispersion
parameter. For imputed dosages, j becomes the number of dosage
levels minus one, meaning the levels of X in the cumulative
logistic regression are increased to the number of dosage levels
minus one.
SIMULATIONS
To assess the performance of this approach and compare it to Lin
and Zeng’s method, we conducted simulation studies following
Lin and Zeng’s manuscript with a MAF of 0.3, an additive mode
of inheritance, and α = 0.01 level of signiﬁcance (Lin and Zeng,
2009). We also compared both of these methods to the standard
case-only method, control only method and combined case and
control method where both cases and controls are included in the
analysis. For the model of the secondary quantitative trait Y and
the disease D,
Y|X ∼ N
 
β0 + β1X,σ2 
(5)
P(D = 1|X,Y) =
exp(γ0 + γ1X + γ2Y)
1 + exp(γ0 + γ1X + γ2Y)
(6)
where β0 = σ2 = 1, β1 = 0 under the null hypothesis and β1 =
−0.12 under the alternative hypothesis. We let γ2 = log(2), γ1
varies from 0 to log(1.5), and γ0 was chosen such that the disease
rateis1%or5%.Foreachcombinationofsimulationparameters,
we generated 1000 data sets with 500 cases and 500 controls.
Figure 1 shows the type 1 error rates and power for a disease
rate of 1% and 5%. Our method, using the proportional odds
logistic regression, maintains the type 1 error rate and has slightly
h i g h e rp o w e ra sc o m p a r e dt oL i na n dZ e n g ’ sm e t h o da n ds u p e -
rior power compared to the other methods. While the proposed
method and Lin and Zeng’s method have similar power, the pro-
posed method is computationally more feasible under the null
hypothesis than Lin and Zeng’s method since it does not involve
maximizing a relatively ﬂat likelihood surface. The computing
time for the proposed approach is under 1 s per SNP where as the
software associated with the Lin and Zeng approach needs to be
run multiple times if there are issues with convergence which can
take5mintoanhourperSNP .W henrunningaGW ASwithabout
500,000 SNPs, this difference in computing time per SNP can be
substantial. To examine this concept further, the plot on the left
in Figure 2 shows the log Likelihood speciﬁed by Lin and Zeng
for varying values of β0 and β1 with all other parameters ﬁxed at
their true values and for data generated under the null hypoth-
esis with γ1 = log(1.5) and the disease rate equal 5%. The plot
on the right is the log Likelihood speciﬁed by Lin and Zeng for
varying values ofγ1 and γ2 withall other parameters ﬁxed attheir
true values, and for data generated under the null hypothesis with
γ1 = log(1.5) and the disease rate equals 5%. The red dots on the
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FIGURE 1 | Type 1 error rates and power for a disease rate of 1%
and 5%. As seen in the plots above the new method using
proportional odds logistic regression maintains the type 1 error rate.
The new method has similar power compared to Lin and Zeng’s
method called SPREG and superior power compared to the other
methods.
plotsrepresentthetruemaximum.Thesurfaceforβ0 andβ1 hasa
clear maximum whereas the surface for γ1 and γ0 is relatively ﬂat,
demonstrating the difﬁculty in maximizing the likelihood surface
deﬁned by Lin and Zeng under the null hypothesis.
DISCUSSION
While the power of the proposed method is comparable to the
method of Lin and Zeng, the proposed approach does not have
the issue of maximizing a ﬂat likelihood surface under the hull
hypothesis that can be computationally intensive. Since the pro-
posed approach is limited in it’s ability to accurately estimate
effect sizes while the approach by Lin and Zeng has the advan-
tage that effect sizes can be accurately estimated, we recommend
thefollowingwork-ﬂowfortheanalysisofsecondaryphenotypes.
1. Test all SNPs with the proposed approach using proportional
odds logistic regression since the vast majority of SNPs will be
under the null hypothesis.
2. For the signiﬁcant SNPs, apply Lin and Zeng’s method to
obtain parameter estimates and conﬁdence intervals.
By using our approach to test all the SNPs in the GWAS, the
hypothesis testing can be done quickly and efﬁciently since our
approach does not suffer from this issue of maximizing a ﬂat
likelihoodsurfaceunderthenullhypothesis.Byobtainingparam-
eter estimates for only the signiﬁcant SNPs with Lin and Zeng’s
method, one can make sure that the likelihood is properly max-
imized which is too computational exhaustive to apply to the
entire GWAS.
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FIGURE 2 | Log Likelihood surface speciﬁed by Lin and Zeng. The plot on
the left is the log Likelihood speciﬁed by Lin and Zeng for varying values of β0
and β1 with all other parameters ﬁxed at their true values and for data
generated under the null hypothesis with γ1 = log(1.5) and the disease rate
equal 5%. The plot on the right is the log Likelihood speciﬁed by Lin and Zeng
for varying values of γ1 and γ2 with all other parameters ﬁxed at their true
values and for data generated under the null hypothesis with γ1 = log(1.5)
and the disease rate equal 5%. The red dots on the plots represent the true
maximum. The surface for β0 and β1 has a clear maximum whereas the
surface for γ1 and γ0 is relatively ﬂat, demonstrating the difﬁculty in
maximizing the likelihood surface deﬁned by Lin and Zeng under the null
hypothesis.
There are potential limitations associated with this strategy of
combining two methodological approaches to reduce the compu-
tational burden while still being able to estimate the parameters
of interest. While the two approaches have comparable power, a
relatively small number of SNPs that are signiﬁcant from the new
approach may not be signiﬁcant in the Lin and Zeng’s method
and vice versa. Also both approaches may have issues if the case
control status is extremely correlated with the secondary phe-
notype. In this case, the secondary phenotype is not providing
new information compared to the case-control status and these
methods for testing secondary phenotypes in case-control genetic
association studies are not applicable.
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